Abstract -Restriction fragment length polymorphism analysis of amplified deoxyribonucleic acid (DNA) (polymerase chain reaction/restriction fragment length polymorphism (PCR-RFLP!) is an appropriate tool for microbial diversity characterisation, because of its universality, simplicity, rapidity and low cost. To determine which and how many restriction enzymes are optimal for the analysis, we simulated the digestion of 24 small subunit ribosomal DNA (rDNA) (rrs) 
, Frankia (Jamann et al., 1993) , Agrobacterium (Ponsonnet and Nesme, 1994; Bouzar et al., 1995) , Rhizobium (Laguerre et al., 1994a (Laguerre et al., , 1996 , Pseudomonas (Laguerre et al., 1994b; Manceau and Horvais, 1997), Xanthomonas and 8tenotrophomonas (Nesme et al., 1995) , and in estimating genetic relationships at species and higher levels. It has also proved to be useful for evaluation of microbial diversity in other natural habitats (Moyer et al., 1994; Haddad et al., 1995 (Jarvis et al., 1988; Willems and Collins, 1993; Yanagi and Yamasato, 1993; Young and Haukka, 1996) were used in combination (figure 1).
The different combinations of the seven selected enzymes were also applied independently to the sequences corresponding to the three genera of fastgrowing rhizobia (Rhizobium, Mesorhizobium and Sinorhizobium). The results for the Mesorhizobium set were very similar to those obtained with the global sets of sequences (figure 1). The average percentages of differing sequences calculated for the Rhizobium species were clearly higher, from 80 % with one enzyme up to 98.9 % for the combination of only three enzymes. In contrast, more enzymes were necessary to distinguish between the Sinorhizobium sequences.
DISCUSSION
Rhizobia classification is constantly and rapidly changing. Since the separation of the fast-and slow-growing rhizobial species into two different genera, Rhizobium and Bradyrhizobium (Jordan, 1982) , three new genera have been recognised among root-and stem-nodulating bacteria of legumes: Azorhizobium (Dreyfus et al., 1988) , Sinorhizobium (de Lajudie et al., 1994) and Mesorhizobium (Lindstr6m et al., 1995) . Seventeen different species are currently recognised for the five genera (Young and Haukka, 1996) , but this number increases continuously as new species are discovered and described using the classic tools of DNA/DNA hybridisation and rrs sequencing. Furthermore, various bacteria have rrs sequences that are very similar to those of fast-growing rhizobia. Agrobacterium and Phylobacterium are two genera of bacteria of the Rhizobiaceae, generally inducing cortical hypertrophies (galls or nodules) on plants (Jordan, 1994 (CfoI, Hinfl, Mspl and NdeII) found by Laguerre et al. (1994a) to be sufficient to discriminate between all the species recognised at that time can no longer separate S. meliloti from the newly described species S. medicae (Rome et al., 1996) (Navarro et al., 1992; Jamann et al., 1993; Laguerre et al., 1994a; Moyer et al., 1994; Ponsonnet and Nesme, 1994; Nesme et al., 1995; Brunk et al., 1996; Laguerre et al., 1996; Moyer et al., 1996; 
